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(57) Abstract 

The present invention concerns a retroviral vector for introducing into a eucaryotic cell DNA encoding a transcription unit 
which comprises a first DNA sequence which is the reverse transcript of at least a portion of a retrovirus, said portion including 
both the 5' LTR sequence and the 3' LTR sequence of the retrovirus, and a second DNA sequence encoding the transcnpuon unit 
which is inserted into the U3 region of the 3' LTR sequence. A method of producing a virion useful for mtroducing mto a eucary- 
otic ceU DNA encoding a transcription unit is provided as well as a method of introducing into a eucaryotic cell DNA encoding a 
transcription unit which comprises infecting the cell with such a virion. 
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RSTROVIRAL TBCTQR 

This application is a continuation-in-part application 
of U.S. serial No. 196,628, filed May 17, iggs, the 
contents of which are incorporated herein by reference 
into the present application. 

This invention was made with support from the u.sT 
Government under grant number CA-33050-06, from the 
National Cancer Institute, U.S. Department of Health 
and Human Services. The U.S. Government has certain 
rights in this invention. 

Throughout this application various publications are 
referenced and citations are provided for them. The 
disclosures of these publications in their entireties 
are hereby incorporated by reference into this applica- 
tion in order to more fully describe the state of the 
art to which this invention pertains. 

Background of th e Invention 

The understanding of gene expression has been greatly 
enhanced by the ability to transfer cloned genes into 
cells and to study the mechanism of their regulation. 
For the past several years it has been recognized that 
retroviruses are good candidates as vehicles or Vec- 
tors to introduce genes into eucaryotic cells. Retro- 
virus-derived vectors utilize the biochemical processes 
unique to this group of viruses to transfer genes with 
high efficiency into a wide variety of cell types in 
vitro and in vivo." By using retrovirus -derived vec- 
tors, the effect of newly introduced genes and the 
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mechanism of gene expression can be studied in cell 
types, so far refractory, to other methods of gene 
transfer. The special features of this new gene 
transfer technology have provided for the first time 
the opportunity of introducing genes into the somatic 
cells Of live animals. Although at present, gene 
transfer technology is mainly limited to gene transfer 
into hemopoietic cells, its potential in general 
studxes and applications to human therapy is beginning" 
to be recognized • 



AS with many new emerging technologies, the potential 
Of retroviral gene transfer created great expectations. 
It was quiclcly realized that retroviral, gene transfer 
xs not a simple technique to adapt, and the initial 
euphorxa gave vent to overt pessimism. Recent progress 
xn this field is encouraging, and there is perhaps 
reason for cautious optimism that some of the 
expectation generated by this new gene transfer tech- 
nique will be fulfilled. 

Principles of ret^o^-8>.oi ^^^^ 

Retroviruses are rna viruses wherein the viral genes 
are encoded ih a single-stranded RNA molecule. After 
penetration into the cell, the viral rna is converted 
into a double-stranded DNA molecule in a process called 
reverse transcription. The DNA enters the nucleus and 
integrates into the cell chromosome, becoming indistin- 
30 ^"^^^^ any other cellular gene. The integrated 

30 Viral DNA form, which is called a provirus, is the 

template for the expression of the viral genes and the 
syrathesxs of the progeny virion rna. The viral gene 
products and progeny RNA assemble into a virion which 
leaves the cell by budding through the outer membrane. 
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It is important to point out that the integration of 
the viral genome into the cell chromosome is an obliga- 
tory part of the viral replication process and is medi- 
ated by virally encoded enzymes. with a few excep- 
tions, the presence of the viral genome in the cell, 
expression of its genes, and the formation of progeny 
virus have no apparent effect on the viability of the 
infected cell. The cell is chronically infected but 
otherwise healthy, and continuously secretes virus into, 
medium (see Varmus and Swanstrom, 1985 (19) for a 
review) . 

Retroviral gene transfer is used for the purpose of 
introducing functional .genes into cells at one copy per 
cell, without affecting the proliferative capacity of 
the recipient cell. The suitabiLity of retroviruses 
for gene transfer stems from their mode of replication. 
By "simply" replacing the viral genes with the gene of 
interest and utilizing the efficient viral infection 
process, the gene is' transferred into the target cell 
as if it were a viral gene. Figure 1 is a schematic 
diagram showing how this process works. First, using 
standard recombinant DNA techniques, portions of the 
viral DNA are combined with the gene of interest. As 
shown in Figure l, most of the internal viral sequences 
may be replaced with the foreign gene. The remaining 
retroviral DNA is called the vector and always includes 
the two ends of the viral genome, which are terminally 
redundant and are called long terminal repeats (LTRs) . 
This and immediately adjacent regions of the viral 
genome contain important cis functions necessary for 
the replication of the virus, for example, the viral 
packaging signal as shown in Figure i. The deleted 
sequences, which may be replaced with the foreign gene 
or genes, encode viral pr teins that are necessary for 
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the formation of infectious virions. These proteins, 
although necessary for the replication of the virus, 
can be complemented in trans if the cell contains 
another virus expressing the gene products missing in 
the vector o In the second step , the hybrid DNA is 
introduced into specially engineered cells by standard 
(and inefficient) DNA trsmsfection procedures. These 
cells, called packaging cells, harbor a retrovirus 
defective in a cis function. The RNA of such cells" 
cannot encapsidate into a virion but it does express 
all the viral proteins and is therefore able to 
complement the same functions missing in the incoming 
vector DNA, The vector DNA is nov transcribed into a 
corresponding RNA which is encapsulated into a 
retrovirus virion and is secreted into the medium- The 
actual gene transfer takes place at this point: the 
virus collected in the medium is used to infect the 
target cells, and through the efficient viral infection 
process the foreign gene is inserted into the cell 
chromosome as if it were a viral gene. (For additional 
reading see Coffin, 1985 (4); Temin, 1986 (is) ; and 
Gilboa, 1986 (7)). 

Retroviral based gene transfer is a promising technique 
for two principal reasons. The first reason is high 
efficiency* At present retroviral based gene transfer 
is the only system available for use in cases where it 
is necessary to introduce the gene of interest into a 
large proportion of the target cells. This is in 
sharp contrast to other gene transfer systems such as 
DNA transfection, protoplast fusion and electro- 
poration. Second,' retroviral vectors have a broad 
host range, which .enables genes to be introduced not 
only into monolayer-grown cells such as NIH 3T3 or L 
cells but also into many suspension-grown lymphoid and 
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myeloid cells and the hemopoietic stem cells present in 
the bone marrov population (see Gilboa, 198 6 (?) for a 
review) . 

The basic limitation of using retroviral vectors com- 
S pared to alternative types of gene transfer techniques 

is that it requires extra manipulations, and is thus 
more time-consuming. when using DNA trans feet ion, 
electroporation or protoplast fusion, the DNA fragment" 
carrying the gene of interest is directly introduced 
into the target cells, whereas in using retroviral 
vectors the gene of interest is first inserted into a 
retroviral vector and converted into a virion before 
the actual gene transfer takes place (Figure 1) . With 
numerous refinements it is now quite simple to insert a 
gene into a retroviral vector, obtain recombinant vi- 
rus, infect target cells and express the foreign gene. 
What is, however, more difficult and elusive at the 
present time is how to maximize the efficiency of the 
process. Three parameters determine the efficiency of 
retroviral gene transfer. The first parameter is the 
stability of the recombinant virus carrying the gene of 
interest, reflecting the observation that some inserts 
are unstable within the context of a retroviral vector. 
The second parameter is the ability to infect a large 
proportion of target cells. This property is a func- 
tion of the titer of recombinant virus that can be 
produced in the process, as described in Figure 1. The 
titer of retroviral vectors is an important and limit- 
ing parameter of this technology. The third and criti- 
30 cal parameter of this technology is the ability to 

express the transduced gene in the infected cells. 
This is probably the most problematic aspect of this 
technology. 
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Retroviral vector design 

The nature of the retrovirus vector will determine such 
parameters to a large extent. The reason why the de- 
velopment of an all-purpose^ super-efficient, 
retroviral vector is elusive, stems from a lack of un- 
derstanding of some of the more subtle details of the 
structure and biology of retroviruses, as well as that^ 
of mammalian genes. Difficulties often arise when the 
hybrid, virus is constructed by replacing viral genes 
with a foreign gene (Figure 1). The removal of viral 
sequences and substitution with foreign DNA can cause a 
substantial reduction in the titer of viruses generated 
and can also reduce the efficiency with which the 
transduced gene is expressed, A more significant limi- 
tation associated with the use of retroviral vectors is 
the inability to express the transduced gene. This 
limitation is JLnherent in the design of most retroviral 
vectors and the new vector system described in the 
present invention is designed primarily to circumvent 
or alleviate this problem. 

Several strategies of retroviral vector design are 
shown in Figure 2, to highlight the advantages and 
limitations of each approach. Note that these vectors 
accommodate not one but two genes. One gene is the 
gene of interest and the second gene is a selectable 
gene* A selectable gene is not absolutely required, 
but its presence greatly facilitates the use of 
retroviral vectors, enabling the identification and 
isolation of productively infected cells. in some 
cases, the presence of a selectable gene may have nega- 
tive effects, and the use of vectors without selectable 
genes, although more cumbersome, may be advantageous. 
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Figure 2 A shows the structure of a prototype double 
expression (DE) vector as described by Cepko et al., 
1984 (3). As shown in Figure 2A (top), the three viral 
genes are expressed from two RKA species. The gag and 
Pol genes are expressed from an unspliced RNA from 
which is co-linear with the viral genome and the env 
gene is expressed from a spliced RNA form, generated 
from the unspliced RNA species by the removal of a long 
intron* Removal of the viral intron is tightly 
regulated in this system, because both RNA species, the 
spliced form and its precursor, the unspliced form, 
accumulate in the cytoplasm. DE vectors (Figure 2A, 
bottom) contain two foreign genes. One gene, replacing 
the gacr/ pol segment, is expressed from the unspliced 
RNA form and the second gene, replacing the viral env 
15 gene, is expressed from the spliced RNA form. The 

distinguishing feature of this type of vector is that 
it provides not only the cis functions necessaiy for 
the transmission of the foreign genes into the target 
cells but also provides the cis functions for their 
expression, i.e., an enhcmcer, a promoter and the 5' 
splice site in the 5' LTR and downstream sequences, a 
poly A signal in the 3' LTR, and a 3' splice site en- 
coded in a third DNA fragment. DE vectors are depen- 
dent on the efficient formation of the viral RNA spe- 
25 cies. This in turn depends on a properly regulated 

splicing process, and the underlying assumption in the 
design of these vectors was that removal of the viral 
intron is regulated by the sequences immediately sur- 
rounding the splice junctions. There is now mounting 
30 evidence indicating that this assiimption is not valid. 

Rather, sequences scattered throughout the viral intron 
have been found to play an essential role in modulating 
the levels of spliced and unspliced RNA forms that 
accumulat in the cytoplasm (9,15). Thus, the absence 
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of intron-contained sequences in DE vectors may be one 
reason for their poor performance. A second and more 
important limitation in using DE vectors is inherent in 
their structure. In DE vectors the expression of the 
gene of interest is directed from the promoter encoded 
in the LTR and, therefore, the usefulness of these 
vectors will be limited to cells in which the viral 
promoter is sufficiently active. 

Figure 2B shows the structure of another type of 
retroviral vector in which the transduced gene is ex- 
pressed from an internal promoter, hence the name, 
vectors with internal promoters (VIP) . in these vec- 
tors, the selectable gene is linked to the left end f 
the viral DNA and is expressed from the viral promoter. 
A complete gene, or a minigene as shown in Figure 2B, 
is inserted downstream of the selectable gene (14) . 
The promoter-encoding DNA fragment, which is responsi- 
ble for the expression of . the transduced gene can be 
derived from any gene and, therefore, in using this 
type of vector one has the flexibility of choosing the 
promoters to express the transduced gene in a manner 
most appropriate for a particular experimental design. 

The main drawback of this strategy of vector design is 
25 that an internal promoter is placed within the 

retroviral transcriptional unit which in turn affects 
the activity of the internal promoter, and results in 
variable and often low levels of expression of the 
transduced gene. This is expected since it has been 
30 shown repeatedly that the activity of promoters is 

reduced when present downstream to another active pr - 
moter (5,10). • Xnterference of promoter activity occurs 
also when the two transcriptional units are facing each 
other (18) . 

3S 
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Figure 2B (bottom) shows the structure of a VIP. vector 
called N2 (1) . The unique feature of this vector is 
the generation of significantly higher titers of virus, 
as compared to other retroviral based vectors. As 
shown in Figure 2B (bottbm) , in the N2 vector the 
region downstream from the 5' LTR extends beyond the 
gag AUG initiation codon and includes 418 base pairs of 
the gag coding sequences to which the bacterial Neo"^' 
gene is fused. It appears that this extra region 
present in N2 is responsible for the production of 10- 
to 50-fold higher titers of virus as compared to 
similar vectors lacking these sequences (1, 2) . For 
this reason, N2 based vectors are gaining increasing 
popularity in many laboratories, in particular for the 
introduction of genes into cultured hemopoietic cell 
lines and fresh bone marrow cells. 

Although N2 based vectors generate high titers of vi- 
rus, expression of transduced genes is often disap- 
pointingly low due to the presence of an active 
retroviral transcriptional unit. To address this prob- 
lem another type of retroviral vector called the SIN 
vector has been developed (23) and similar vectors 
based on the same principle were later introduced by 
other laboratories (6,8,22). Self inactivating (SIN) 
vectors are shown in Figure 2C and have a very inter- 
esting property. The LTRs at the two ends of the 
retroviral genome encode the enhancer and promoter 
elements which are responsible for the formation of the 
viral transcriptional unit leading to the inhibition of 
gene expression of VIP vectors as described above. The 
retroviral enhancer^* can also activate adjacent onco- 
genes when integrated into the cell chromosome. This 
is of course a worrisome aspect if retroviral vector 
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are to be used in human therapy. As its full name 
implies r the special property of the SIN vector stems 
from the fact that upon integration into the chromosome 
of the target cells it self-inactivates, because a 
small portion of the viral DNA which includes the en- 
hancer and promoter sequences is absent from both LTRs. 
consequently, the proviral DNA in the infected cells 
becomes transcriptionally inactive, enabling the unin-, 
hibited expression of tiie foreign gene. In addition, 
the absence of the viral enhancers will diminish the 
possibility of activating cellular oncogenes. Figure 
2C illustrates how this wor3cs. SIN vectors contain a 
small deletion in the 3' LTH which encompasses the 
promoter and enhancer sequences that control the accu- 
rate and efficient transcription of the viral genome. 
These sequences are required for viral gene expression 
when present in the 5' ETR but not when present in the 
3' LTR and^ therefore, their removal from DNA con- 
structs as shown in Figure 2C, does not affect viral 
functions. Because a region of the 3' LTR encompassing 
this deletion, called the C3 region, is the template 
for the synthesis of the U3 regions in both the 5' and 
3' LTRs in the next generation, the deletion encompass- 
ing the viral enhancer and promoter will be transferred 
to both LTRs. in the target cells (23) . 

Although it has been demonstrated that SIN vectors do 
self inactivate in the target cell, the titers of virus 
generated from this type of vector are disappointingly 
low (lb -10 cfu/ml) and are probably not sufficient 
for use in applications involving in vivo "gene trans- 
fer. A systematic effort over a two year period aimed 
at improving the titer of SIN vectors was not success- 
ful (Ym and Gilboa, unpublished result) . 
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In suamary, the usefulness of douila expression vectors 
(DE vectors. Figure 2A bottom) is limited primarily 
because expression of the transduced gene is restricted 
to the viral ltr. The use of vectors with internal 
promoters (VIP vectors. Figure 2B) circumvents this 
limitation and the N2 variant shown in Figure 2B also 
generates a high titer of virus, a critical parameter 
of this technology. However, a serious drawback of 
this type of vector design is the unpredictable and" 
often low level of expression of the transduced gene 
due to the presence of an active readthrough retroviral 
transcriptional unit. The development of self-inacti- 
vating vectors (SIN vectors. Figure 2C) was designed to 
address this problem. Unfortunately, this type of 
vector, unlike N2 based vectors, yield low titers df 
virus which severely limits their usefulness, especial- 
ly for gene transfer into human bone marrow cells. 
Clearly, although considerable progress has been made 
in the development of retroviral vectors, the need for 
more efficient vectors exists, which will yield high 
titers of virus and also allow for the efficient and 
uninhibited expression of the transduced gene. 

This section on vector design follows in part the out- 
line of a similar section presented in Gilboa, 1986 
f^oi" additional details on this sxibject please 
consult also Coffin, 1985 (4) and Temin, 1986 (18)). 
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Smmnary of t:he Inveirtion 

The present invention concerns a retroviral vector for 
introducing into a eucaryotic cell DNA encoding a 
transcription \inxt which comprises a first DNA se- 
5 quence whicti is the reverse trainscript of at least a 

portion of a retrovirus, said portion including both 
the 5' ETR sequence euid the 3' LTR sequence of the 
retrovirus, and a second DNA sequence encoding the 
transcription unit which is inserted into the U3 region 
10 of the 3* LTR sequence. 

This invention also provides a method of producing a 
virion useful for introducing into a eucaryotic cell 
DNA encoding a DNA transcription unit comprising 
15 transf acting a eucaryotic cell with the retroviral 

vector described above into a suitable packaging cell 
line under conditions such that the virion is formed 
within, and excreted by, the packaging cell line* 

20 . • Tlxis invention further provides a method of introducing 
into a eucaryotic cell DNA sequence encoding a 
transcription unit of interest which . comprises 
infecting the cell with the virion described above, 
under conditions such that the DNA sequence encoding 

25 the transcription unit of interest is incorporated into 

the chromosomal DNA of the eucaryotic cell* 
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Brief Description of the Figures 

Figure 1* Use of retroviral vectors to introduce genes 
into eucaryotic cells. See text for details. 

5 . . 

Figure 2. Strategies of retroviral vector design. See 

text for details. 

Figure 3. Tlie basic structural difference between a DC 
vector and previously designed vectors. 

10 

Figure 4. The principle of double copy (DC) vectors. 

In a DC vector the gene of interest is inserted within 
the U3 region of the 3' situated LTR by using standard 
recombinant DNA techniques. The gene can be inserted 
in either of two transcriptional orientations as indi- 
cated by the two arrows. Also shown is the viral RNA 
which is initiated at the border of U3 and R regions of 
the 5' IjTR and terminates at the border of R and U5 

20 

in the 3' LTR« Consequently, the gene inserted into 
the 3' LTR is present within the retroviral 
transcriptional unit. The DNA construct is then 
converted into virus and introduced into the target 
cell as shown in Figure 1. In the target cell the U3 
region of the 3' LTR, including the inserted gene is 
"transferred" to the 5' LTR as shown, thus generating 
two copies of the inserted gene. As a result of this 
duplication, the gene present in the 5' LTR is now 
outside the retroviral transcriptional unit. 

30 

Figure 5. A DC vector containing the ADA minigene. 

The ADA minigene consists of the ADA promoter fused to 
the ADA cDNA (20,21) which was inserted downstream to 

35 
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the Neo gene of tOie N2 vector to generate the AAX vec- 
tor shown in panel A, To generate the DCA vector shown 
in panel the N2 vector was first modified by the 
insertion of a polylinker cloning site into the Nhel 
site present in the U3 region of the 3' LTR, between 
the distal end of the LTR and the viral enhancer 
(called N2A) . The ADA minigene was then inserted into 
a SnaBI site present in the polylinker. For additional ^ 
details see (1) and text. 

Figure 6. DNA analysis of NIH 3T3 cells infected with 
DCA virus, 

10"^ infectious units of DCA virus from 5 producer lines 
was used to- infect 2 x 10^ NIH 3T3 cells. Infected 



cells were selected in G4ia, expanded and cellular DNA 
was isolated. DNA was digested with Bam HI, subjected 
to electrophoresis in 1% agarose gels and blotted to 
nitrocellulose paper ^ Vector specific DNA was detected 
by hybridization with a Neo specific probe. Molecular 
20 weight markers constitute a mixture of three DNA 

fragments of Icnown molecular weights of 6«,2, 4.4 and 
3.7 kb^ containing Neo sequences, N2A is a modified 
N2 vector as described in Figure 5. Both N2 and N2A do 
not contain a Bam HI site. DCA- 3, 4, 6, 7, and 9 are 
five independently derived virus supernatants obtained 
by transfection of PA317 cells and isolating single 
colonies. 

Figure 7. Expression of vector specific RNA in NIH 3T3 
30 cells infected with DCA and AAX virus. 

Panel 7A. shows ^ the -structTire of AAX and DCA proviruses 
and. corresponding RNA transcripts (arrows) . In the AAX 
vector the ADA minigene was cloned between the two LTRs 

35 
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(downstream from the Neo gene) and therefore the 
structure of the provirua is identical to the vector 
DNA. In the DCA vector the ADA minigene was inserted 
into the 3' LTR and therefore the provirus will contain 
two copies of the ADA minigene in each LTR. Three rna 
transcripts are expressed from the AAX provirus, two 
LTR initiated RNA forms unspliced and spliced, and a 
third RNA transcript expressed from the internally 
placed ADA promoter which serves as the mRNA for ADa"^ 
synthesis. The DCA provirus also generates the same 
three transcripts except that both ADA minigenes can 
serve as templates for ADA mRNA synthesis. The 
predicted (see text) and observed (panel B) levels of 
RNA transcripts in cells infected with DCA virus is 
indicated by- the thicJcness of the arrows . 

Panel 7B shows the RNA blot analysis of cells infected 
with AAX and DCA virus containing supematants. 
Polyadenylated RNA, fractionated on formaldehyde- 
agarose gels and blotted to nylon filters was first 
hybridized to an M-MuLV U3 specific probe. After 
hybridization, exposure and development of the X-ray 
sensitive film, the probe was removed and filter was 
rehybridized with a human ADA specific probe. In order 
to obtain a quantitative comparison of RNA loaded in 
each lane, the same filter was also hybridized to a 
human glyceraldehyde-3 -phosphate dehydrogenase (GARDH) 
probe. AAX-11, DCA-18 and DCA-4 are three 

independently derived virus preparations which were 
characterized by DNA blotting to generate the predicted 
proviruses in the infected cells. v and N are LTR 
initiated transcripts, the unspliced virion RNA (V) and 
spliced neo mRNA (N)-; ADA - the ADA promoter initiated 
RNA transcripts, R?, x, a and b are additional 
transcripts whose possible origin is discussed in the 
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text. 

Panel 7C shows the results of another experiment, as 
described in Panel 7B (see text for additional 
details) • 

Figure 8. Human ADA enzyme activity in NIH 3T3 cells 
infected with DCA and AAX virus. 

The presence of the human and ADA mouse isozyme in NIH 
3T3 cells was determined by cellogel electrophoresis 
of cell extracts followed by in situ chemical staining 
for the ADA enzymatic activity (17, 31) . 

Figure 9p Schematic diagrsuns of some of the variations 
on the sequences that may be present between the two 
r/PRs of DC vectors. (For a more comprehensive but not 
complete list, see Temin 1986, (IB)). 

Figure 10. Modes of insertion into the 3' LTR. 

Figure 11. DNA analysis of NIH 3T3 cells infected with 
DCA virus. 

Panel IIA shows the structure of the DCA vector 
(recombinant DNA) and the predicted structure of the 
corresponding provirus in the infected (target) cell. 
Black boxes represent the viral LTRs, solid lines 
represent unique viral sequences and open boxes 
represent the foreign genes introduced into the 
30 retroviral vector, the Neo and ADA minigenes. 

Restriction sites used in this analysis are also shown. 
N-NcoX; Bg-Bglll; B-BamHI; S-Stul. The predicted DNA 
fragments generated fay digestion of the proviral DNA 
with each restriction enzyme is shown and the size in 
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kilobase-pairs is indicated only for the DNA fragments 
which hybridize with the Neo probe. Figure lis shows 
the results of a DNA blot analysis of NIH 3T3 cells 
infected with DCA virus containing supernatants • 

5 Panel liB shows that hybridization was performed with a 

Neo specific probe. Lane 1 - uninfected NIH 3T3 cells. 
Lane 2-5, DCA--6 virus supernatant infected cells 
digested with StuI (lane 2), Ncol (lane 3) Bglll (lane" 
4) and BamHI (lane 5). Lanes 6-8, cellular DNA 

10 digested with BamHI, derived from NIH 3T3 cells 

infected with three additional virus containing 
supernatants. DCA-3 (lane 6); DCA-4 (lane 7); DCA-9 
(lane 8). MW - Migration of DNA fragments generated by 
Hindlll digestion of a DNA is indicated in kilobase- 

15 pairs. 

Figure 12. HUT 78 and Raji cells infected with AAX and 
DCA virus. 

20 5x10^ HUT 78 and Raji cells were infected with AAX or 

DCA virus in one milliliter of culture and grown for 48 
hours before G418 was added to a concentration of 0,75 
mg/ml and cells were cultured for about two weeks until 
control cultures did not contain live cells. An M-MuLV 

25 U3 specific probe was used to detect vector specific 

RNA transcripts. The putative ADA transcript present 
in Raji eels infected with AAX virus can be seen upon 
longer exposure of the X-ray film (not shown) . A band 
migrating at approximately the same position in HUT 78 

30 cells infected with AAX virus does not correspond to 

the ADA transcript. 
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Figure 13. NIH 3T3 cells infected with AAX or DCA 
virus . 

Cell extracts prepared from NIH 3T3 cells infected with 
AAX or DCX virus were subjected to electrophoresis in a 
cellogel matrix and the migration of mouse and human 
ADA isozymes was determined by a histochemical staining 
procedure (17,31), dca-4, DCA-18, aAX-10 and AAX-li - 
are independently derived virus preparations. Extracts 
prepared from uninfected NIH 3T3 cells and human bone 
marrow (hBM) were used to distinguish between the 
endogenous mouse isozyme and the vector transduced 
human isozyme, respectively. 
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Detailed Description of the Invention 

This invention concerns a retroviral vector for intro- 
ducing into a eucaryotic cell DNA encoding a transcrip- 
tion unit comprising a first DNA sequence which is the 
5 reverse transcript of at least a portion of a retro- 

virus, said portion including both the 5' LTR sequence 
and the 3' LTR sequence of the retrovirus, and a second 
DNA sequence encoding the transcription unit, and which" 
is inserted into the U3 region of the 3' LTR sequence. 

10 The transcription unit may be virtually any DNA 

sequence capable of being transcribed into RNA, 
regardless of whether such RNA is subsequently 
translated into a polypeptide, for example, an 
antisense RNA sequence, i.e., a sequence which is 

15 coxaplementary to all or a portion of another RNA 

molecule present in the host cell. 

Those skilled in the art will recognize that a number 
of retroviruses may be employed to construct the 

20 retroviral vector of this invention. Among such 

retroviruses are avian sarcoma viruses (AvSV) , murine 
sarcoma viruses (MuSV) , and leukemia viruses such as 
murine lexxkemia viruses, e.g., mouse Moloney leukemia 
virus (M-MuLV) . Particularly useful as a retroviral 

25 vector in the practice of this invention is the mouse 

Moloney leukemia virus (M-MuLV) . 

In one embodiment, the first DNA sequence is the 
reverse transcript of the entire retrovirus. In 
30 another' embodiment the first DNA sequence is the 

reverse transcript of a portion of the retrovirus, said 
portion including both the 5' LTR sequence and the 3' 
LTR sequence of the retrovirus. Useful as the first 
DNA sequence in the practice of this invention is the 
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retroviral vector M2. 

In a further embodiment, the second DNA sequence 
encoding the transcription unit encodes the human ADA 
minigene, m another embodiment, the second DNA 
sequence encoding the transcription iinit encodes a 
binding sequence corresponding to a eucaryotic promoter 
for any of polymerase I , polymerase II, or polymerase 
III. It is Jcnown to those skilled in the art that 
eucayotic polymerase I transcribes ribosomal genes ; 
that eucaryotic polymerase II is responsible for the 
expression of the protein coding cellular genes; and 
that eucaryotic polymerase lii transcribes the 5S and 
t-BNA genes of cell. zn a still further aspect of this 
invention, the second DNA sequence encoding the 
transcription unit encodes a binding sequence cor- 
responding to a procaryotic polymerase, such as T7 
polymerase. 

The second DNA sequence encoding the transcriptional 
unit also may encode an RNA sequence, such as 
antisense RNA or mRNA, or encode a polypeptide of 
interest. The antisensene RNA may be an RNA sequence 
•which is complementary to a nucleotide sequence encoded 
by a pathogen, such as a bacteria, parasite or virus, 
e.g. the Human Immunodeficiency Virus (HIV). The 
second DNA sequence encoding the transcription unit 
also may encode an RNA which is the recognition 
sequence for thd DNA or RNA binding protein. The 
polypeptide encoded by the second DNA transcription 
unit may be, but is not limited to encoding mammalian 
polypeptides or proteins, such as the hemoglobin 
protein. The sepond DNA sequence encoding the 
transcription unit also may encode a selectable or 
identifiable phenotypic trait, such as resistance to 
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antibiotics^ e,g, ampicillin, tetracycline, and 
neomycin, or may comprise a non-selectable gene. 

Another feature of this invention is a retroviral vec- 
tor further comprising a non-retroviral DNA sequence 
5 present between the 5' and 3' LTRs of the retrovirus 

vector. This non-retroviral DNA sequence may encode a 
selectable or identifiable phenptypic trait. Such a 
trait may be resistance to antibiotics, e.g./'' 
ampicillin, tetracycline, and neomycin. In another 
10 aspect/ this additional sequence may comprise a non- 

selectable gene. (For examples of such see Figure 9 and 
Temin, 1986 (18)). 

One embodiment of this invention concerns a retroviral 

15 vector wherein the second DNA sequence encoding a 

transcription unit is inserted into the U3 region of 
the 3' LTR sequence. In accordance with the practice 
of this invention, the second DNA sequence encoding the 
transcription unit may be inserted at any location 

20 within the U3 region of the 3' LTR, or altemitavely , 

may be inserted upstream of the enhancer and promoter 
sequences within the U3 region of the 3' LTR. In 
another, the second DNA seq[uence is inserted at the 
U3 region of the 3' LTR sequence downstream of the 

25 enhancer sequence. In still another embodiment, the 

second DNA sequence is inserted into the U3 region of 
the 3' LTR sequence, in particular downstream of the 
promoter sequence. Another feature of this invention 
is a retroviral vector, described above, wherein the 

30 enhancer and/or promoter of the U3 region of the 3' LTR 

have been deleted or mutated, e.g. by mutation. 

Methods used in preparing the retroviral vector of the 
present invention are known in the art and are de- 
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scribed more fully hereinafter under Experimental De- 
tails and Discussion. 

Additionally, this invention provides a method of pro- 
ducing a virion useful for introducing into a eucary- 
5 otic cell DKA encoding a transcription unit comprising 

transfecting the retroviral vector described above, 
into a suitable packaging cell line under conditions 
such that the virion is formed within, and excreted 
by, the packaging cell line. This invention also 
10 concerns a virion produced by such a method. 

Methods for producing the virion in accordance with 
this invention are also known to those skilled in the 
art, as will, be exemplified in the Experimental Details 
15 and Description Section. 

This invention also provides a method of introducing 
into a eucaryotic cell a DNA transcription unit which 
comprises infecting the cell with a virion produced by 
20 the method described above under conditions such that 

the DNA transcription unit is incorporated into the 
chromosomal DNA of the eucaryotic . cell. in one 
embodiment the eucaryotic cell is a mammalian cell, 
e.g., a hemopoietic stem cell. 

25 

Methods of infection and methods of detecting the pres- 
ence of the products of transcription units or genes, 
i.e., DNA encoding a polypeptide or protein of 
interest, are also well known in the art, as 
30 exemplified in the next section. 

This invention -is illustrated in the Experimental De- 
tails and Discussion sections which follow. These 
sections are set forth to aid in an understanding of 
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the invention but are not intended to, and should not 
be construed to, limit in any way the invention as set 
forth in the claims which follow thereafter. 

Principle of double copy (DC) retroviral vectors 

5 

The following section describes the retroviral vector 
design of the present invention which is useful for the 
expression of the transduced gene, by eliminating the" 
interference from the retroviral readthrough 
10 transcript, emanating from the retroviral LTR. The 

strategy is distinct and superior to that of SIM 
vectors . 

DC vectors utilize the same principle used in the de- 

15 sign of SIN vectors, i.e. that sequences in the 3' LTR 

of one provirus (the U3 region) are "transferred" to 
both LTRs of the progeny provirus (23). In SIN vectors 
this principle was utilized by introducing a deletion 
in the U3 region of the 3 ' LTR to eliminate the 

20 enhancer and promoter sequences thus inactivating the 

viral transcriptional unit. This principle also was 
exploited for the transduction of a procaryotic t-RNA 
suppressor gene in replication competent retroviruses 
for the purpose of selection in bacterial cells and not 

25 for the expression of transduced genes in eucaryotic 

cells. The insertion of the t-RNA gene into the U3 
region of the LTR was done to avoid the disruption of 
essential retroviral genes, not in order to exploit the 
duplication event asisociated with this process (12, 

30 16) . 
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In SIN vectors, VIP* type vectors and in fact in all 
retroviral vectors constructed so far, the transduced 
gene, i.e., the gene whose expression in the eucaryotic 
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cell is sought, is always placed in between the two 
LTRs and, therefore, its position relative to the two 
LTRs will not change in the infected cell. The unique 
feature of DC vectors, as illustrated in Figure 3, is 
that the transduced gene is placed within the U3 region 
of the 3' LTR. Figure 4 shows that in an infected cell 
the gene is transferred also to the 5' LTR, generating 
two copies of the transduced gene, hence its name,, 
double copy vector. The important result is that in 
its new position, in the S' LTR, the gene is physically 
placed outside the retroviral transcriptional unit, 
eliminating or at least reducing the negative effects 
of the retroviral transcriptional unit (Figure 4) . 

N2 based DC vectors for t he transduction of miniaenes 



This section describes a specific DC vector to illus- 
trate the vector design principle in accordance with 
the present invention. This particular vector is based 
on the high titer N2 vector and it contains .the human 
ADA minigene. The 2082 base pairs (bp) long ADA mini- 
gene consists of the ADA promoter which extends 73 0 bp 
upstream from the RNA start site, and the ADA coding 
sequences from which the polyadenylation signal se- 
quence, AAUAAA, was removed (20, 21) . The ADA minigene 
25 was inserted into the 3' LTR of the N2 vector in a 

transcriptional orientation which is parallel to the 
viral transcriptional unit. Characterization of this 
vector described below demonstrates that DC vectors 
function as predicted and also illustrates the 
additional benefits of this particular version of DC 
vector design. 
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VIP vectors carrying minigenes are frequently used in 
studies involving retroviral gene transfer. This 
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strategy has been used for the transduction of the 
human ADA gene (1,11). As shown in Figure 5A, in these 
studies the high titer N2 vector was used and the ADA 
minigene was inserted downstream to the Neo gene 
between the two LTRs, 

5 

In one construct, the early SV40 promoter was fused to 
the human ADA cDNA (SAX) . This vector was used to 
express the ADA gene in mouse fibroblast cells (1) , 
established human lymphoid cells (11) and bone marrow 
10 cells from ADA deficient patients (Bordignon et al. 

PNAS, in press) . More recently a new vector was con- 
structed and used in studies by Bordignon et al. (PNAS, 
in press) in which the ADA cDNA is fused to its own 
promoter (AAX) which is equally active but not superior 
to the SAX vector, also as shown in Figure 5A. Figure 
5A also shows the structure of the SAX and AAX vectors 
and the corresponding RNA transcripts present in the 
vector infected cells. Note that the structure of the 
vector DNA as constructed in vitro, ' is identical to the 
20 structure of the proviral DNA in the infected cell. 

The two long transcripts generated from SAX or AAX are 
initiated in the 5' LTR from the retroviral promoter 
and terminate in the 3' LTR which contains the 
polyadenylation signal. The unspliced RNA species is 
25 the virion RNA and the spliced form serves as the mRNA 

for the expression of the Neo gene. The shorter tran- 
script, the mRNA for the ADA gene is initiated within 
the internal promoter, SV40 or ADA, and because the 
minigene lacks a polyadenylation signal, the tran- 
30 scripts terminate in the viral 3' LTR at the same site 

which is used by the LTR derived transcripts. The 
internal ADA mRNA is. represented by a dotted line to 
illustrate the fact that the level of expression of 
internally promoted transcripts is unpredictable and 
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often low. (For more details see Armentano et al., 
1987 (1)). 

The structure of a DC vector carrying the ADA minigene 
called DCA, is shown in Figure SB. This particular 
vector based on the N2 vector and the human ADA 
minigene which was inserted into the U3 region of the 
3' LTR, upstream to the viral enhancer. To construct ... 
the DCA vector, the N2 vector was first modified by 
insertion of a 52 bp long polylinker sequence into an 
Nhel site present in the 3' LTR, 30 bp downstream from 
the 5' end of the 3' LTR. The polylinker sequence 
contains five restriction sites which are unique to the 
N2 plasmidr ApaX, Bglll, SnaBX, Sacll and Mlul. Since 
the insertion of the polylinJcer -sequence into the Nhel 
15 . site may interfere with viral intergration , the 
polylinker sequence was designed to regenerate an 
additional 16 bp of viral sequence downstream from the 
Nhel site. Thus, the polylinker modified N2 vector, 
called N2A, contains a total of 50 bp of viral sequence 
20 downstream from the 5' end of the LTR before foreign 

sequence is encountered. The ADA minigene was inserted 
into the unique SnaBI site present in the polylinker. 



25 



30 



As in AAX, because the ADA minigene lacks a 
polyadenylation signal, the ADA transcripts also will 
utilize the viral polyadenylation signal and terminate 
at the same site used by the LTR transcripts. This 
feature, the lack of polyadenylation signal in the 
transduced gene and the consequent use of the 
retroviral signal^ endows this s\abset of DC vectors 
with additional useful properties, described below. 

Figure 5B shows that in the infected cell, i.e., the 
target cell, the ADA minigene. will have been trans- 
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f erred also to the 5' LTR, the immediate result being 
the duplication of the transduced gene in the infected 
cell (see also Figure 4) • The most important 
consequence of this duplication, basic to the design of 
DC vector, is that the ADA minigene copy in the 5' LTR 
5 is present outside the retroviral transcriptional unit 

and, therefore, its activity will be less affected by 
a retroviral readthrough transcriptional unit. 

As indicated in Figure 5B, this particular DC vector 

10 contains a minigene which utilizes the viral 

polyadenylation signal • This is true not only for the 
3' LTR situated minigene but it also holds true for the 
5' LTR contained minigene in the infected cell which 
utilizes the. polyadenylation signal encoded in the 5' 

15 LTR. Figure 5B also illustrates the fact that initia- 

tion of RNA transcription as defined by the border 
between U3 and R regions in LTR precedes the 
polyadenylation site as defined by the border between R 
and U5 regions. Therefore, the ADA gene transcript in 

20 the 5' LTR will partially overlap with the retroviral 

transcriptional unit through region R. In other words, 
with the transfer of the ADA transcriptional unit to 
the 5' LTR, the retroviral transcriptional unit and its 
expression should be inhibited. This is indicated in 

25 Figure 5B where the viral transcripts are represented 

by dotted lines. If so, it is reasonable to expect 
that the inhibitory effect of the retroviral transcrip- 
tional unit on the 3' LTR situated ADA transcript will 
be also relieved as indicated by the fact that the 3' 

30 situated ADA minigene is now represented in the infect- 

ed cell by a bold line. This is indeed the case as 
shown in Figure 7,-. Probably the most significant 
consequence of eliminating or decreasing the activity 
of the viral transcriptional unit is a parallel reduc- 
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tion in the occurrence of recombination events leading 
to the formation of replication competent retroviruses, 
a major concern associate^ with the use of retroviruses 
for human therapy. 

Transfer and ex pression of the ADA gene using the DCA 
vector 

This section provides experimental evidence on the 
function and charateristics of the DC vectors, 
exemplified by the DCA vector shown in Figure 5B, in 
accordance with the present invention. 

Transfer of the ADA min igene to the 5* LTR - the dupli» 
cation process 



The construction of the DCA vector and derivation of 
the corresponding virus was achieved following estab- 
lished procedures. Briefly, the recombinant DNA carry- 
ing- the ADA minigene was generated by standard recombi- 
nant DNA techniques and converted to a retroviral vir- 
ion in the following procedure. PA317 packaging cells 
(13) were transfected with the DCA DNA, grown in medium 
containing 0.7 mg/ml G418 to select for cells express- 
ing the Neo gene contained within the DCA vector) , G418 
resistant colonies were isolated and expanded to cell 
lines. The supernatant of each cell line was then 
tested for the presence of DCA virus. First, the titer 
of virus was determined by infecting NIH 3T3 cells with 
serial dilutions and growing cells in the presence of 
30 6418. .3 out of 10 cell lines generated high titers of 

Neo containing virus, 2 x 10^ -i.o x lo^ Neo cfu/ml. 
In this experiment,. --a titer AAX virus supernatant (see 
Figure 5A) used as a control yielded 2 x .10* cfu/ml. 
Thus, it can be concluded that the DCA vector yields 
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high titers of virus which is characteristic of N2 
based vectors* 

Next it was determined whether the ADA minigene was 
duplicated in the infected cells, as shown in Figure 
SB. In order to do this, the DNA content of the NIH 
3T3 cells infected with the high titer DCA supernatants 
was analyzed by DNA blotting. Chromosomal DNA. was 
prepared using the guanidium isothiocyanate extraction^ 
procedure (24) . DNA was digested with various 

restriction enzymes, subjected to electrophoresis in 1% 
agarose gels (loug per lane), transferred to a nylon 
filter (Biotrans, ICN) using an electroblotting 
apparatus (BioRad) , hybridized with a ^^P-labelled 
specific probe and exposed to an X-ray sensitive film 
(Kodak XAR5) in the presence of intensifying screens 
(Dupont Cronex lighting plus) . 



Figures 6 and 11 show the DNA analysis of 3T3 NIH cells 
infected with DCA virus. * Figures 5B and llA show that 

20 the DCA DNA construct contains one Bam HI site in the 

ADA minigene present in the 3' LTR. If the ADA 
minigene is transferred to the 5' LTR, a 
characteristic BamHI DNA fragment will be generated in 
the infected cells, about 5.1 kb long. Indeed, when 

25 NIH 3T3 cell DNA, infected with DCA virus, is digested 

with Bam HI, a DNA fragment of the expected size is 
generated in each case, as shown in Figures 6 and llB, 

As noted above. Figure llA- shows that a single BamHI 
30 restriction site is present in the DCA vector DNA, and 

if the 2.7kb hybrid LTR is duplicated at the 5' end of 
the proviral DNA, a- characteristic 5.13db DNA fragment 
hybridizing to the Neo probe, will be generated in the 
infected cells. As shown in Figure IIB, lanes 5-8, 
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infection of NIH 3T3 with four independently derived * 
DCA virus containing supernatants generates the 
predicted 5.1 kb DNA band. Additional bands present in 
leines 6 and 8 indicate that the corresponding virus 
preparations also contain virus which has undergone 
rearrangements, prestmably during trans feet ion of the 
FA317 cells with the vector DNA. Restriction analysis 
using restriction enzymes stuX^ Bglll, and Ncol is also^.^ 
consistent with the accurate duplication of the hybrid 
3^ LTR in the infected cells (Figure IIB Lanes 2, 3, 4 
and accompanying diagram in Figure llA) . 

Expression of the ADA minlgene in NIH 3T3 cells infect- 
ed with DCA and AAX vims 

Expression of the ADA minigene in the infected cells 

was determined by analyzing (a) .the presence of vector 

specific RNA transcripts in the cell and (b) appe.arance 

of enzymatic activity corresponding to the hxaman ADA 

gene product. Total cellular RNA (both nuclear and 

cytoplasmic) were prepared using the guanadium 

isothiocyanate extraction procedure (24) . Total 

cellular RNA was fractionated on oligo (dt) cellulose ' 

columns, the poly a"*" RNA fraction was subjected to 

electrophoresis in 1% agarose-formaldehyde gels, (25). 

and vector specific RNA species were identified after 

electroblotting to nylon filters^ hybridization with 
32 

P--labelled probes and exposure to X-rdy sensitive 
film in the presence of intensifying screens. In these 
experiments, the expression of the ADA gene from the 
DCA vector was compared to that of AAX, a conventional 
vector (see Figures 7A as well as 5A and SB) . 

AAX is similar to the DCA vector, except that the ADA 
minigene is inserted downstream to the Neo gene, 457 
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bp upstreaon from the cloning site in the DCA vector. 
Figures 7 A and 5 show the structure of the AAX and the 
DCA derived proviruses and the predicted RNA species 
expressed from the viral LTR and the ADA promoter in 
KIH 3T3 cells. N2 based vectors generate two LTR 
derived transcripts, an unspliced RNA species and a 
spliced RNA form (Figvire 7A, virion RNA and Neo RNA, 
respectively) . A third RNA species is expressed from 
the internal ADA promoter (1) . All three RNA 

transcripts terminate at the poly adenylat ion site 
present in the viral LTR, the R/U5 junction. The two 
LTR initiated transcripts generated from AAX and DCA 
vectors are identical in size, while the ADA promoter 
initiated transcript expressed from the DCA vector 
should be 457 nucleotides shorter than the correspond- 
15 ing transcript synthesized on the AAX template. Figure 

7A also shows that in the DCA provirus a second copy of 
ADA minigene is present in the 5' LTR, thus generating 
two ADA transcripts per provirus- If the LTR initiated 
readthrough transcript inhibits the activity of inter- 
20 nal promoters, the placement of the ADA minigene in the 

5' LTR will enhance the expression of ADA in cells har- 
boring the DCA provirus as compared to cells harboring 
the AAX provirus • 

25 Figure 7B displays the specific RNA species expressed 

in NIH 3T3 cells infected with AAX and DCA virus. DCA 
vector infected cells express 10-20 fold higher levels 
of ADA promoter initiated transcripts as compared to 
AAX vector infected cells. (Relative levels of RNA 

30 transcripts were determined by exposing the 

autoradiogram for various times and correcting for the 
small variations in -RNA loaded in each lane) . This dif- 
ference in RNA expression is consistent with the pre- 
diction that placement of one copy of the ADA minigene 
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outside the viral LTR will reduce the inhibitory effect 
of an upstream promoter on the activity of a downstream 
situated promoter. (Xt is not possible determine 
experimentally whether one or both copies of the ADA 
minigene in the DCA provirus contribute equally to ADA 
expression) • It is also evident from this analysis 
that in cells infected with DCA virus, expression of 
the LTR initiated transcripts (Figure 7Br V and N) is.^-^ 
reduced. (The unspliced RNA form (V) is reduced 3-5 
fold and the spliced UNA form (N) is reduced 10-15 
fold) . This is also consistent with the observations 
that readthrough transcripts inhibit the activity of 
internal promoters since the ADA promoter initiated 
transcript in* the 5' LTR. traverses the viral 
enhancer/promoter region overlapping with the LTR 
initiated transcripts over a short region. Although not 
possible to test experimentally, reduced expression of 
the • LTR initiated transcripts should augment 
transcription from the .3' situated ADA minigene as 
well.^ (This is indicated by the thickness of the 
corresponding arrow in Figure 7A.) Additional RNA 
species also can be detected in the infected cells as 
shown in Figure 7B. A slow migrating RNA species in 
DCA infected cells, designated R? in Figure 7B may 
constitute a readthrough transcript initiated from the 
5' situated ADA promoter which terminates in the 3' LTR 
of the provirus. Two RNA species designated a and b, 
detected only with the M-MuLV U3 probe in cells 
infected with one DCA virus isolate, comigrate with N2 
parenal vector generated transcripts (not shown) • Most 
likely these two RNA species reflect a recombination 
event which occurred between the two LTRs of the DCA 
vector during transfection of the PA317 cells. 
Recombination between non identical LTR's in similar 
circumstances has been previously observed (23) . The 
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nature of the RNA species designated X in Figure 7B 
which appears in all DCA infected cells, is unclear* 

Figure 7C is another experiment which, like the 
experiments shown in Figxire 7B, shows that AAX infected 
5 cells generate the three expected bands (see Figure 5 A 

and Armentano et al,, 1987 (1)). Bands a and b 
correspond to the ltr initiated transcripts, the 
virion RNA and Neo mRNA and band c corresponds to the*^ 
ADA promoter initiated transcript, the mRNA for the ADA 

TO gene product. As shown in Figure 7C and judging from 

the intensity of the three bands, the steady state 
levels of the three transcripts expressed from the AAX 
provirus is similar. NIH 3T3 cells infected with the 
DCA virus also express several vector specific RNA 

15 transcripts. In this case, the predominate RNA species 

(band c*) is the short transcript which corresponds to 
the ADA promoter initiated ADA mRNA* The viral 
transcripts initiated in the 5' LTR, although 
detectable, are present at significantly reduced levels 

20 (the two bands in lanes DCA-3 and DCA-6 which migrate 

slightly slower than bands a and b in the AAX lane) . 

The conclusions from these experiments . are : (1) that 
the ADA promoter initiated RNA transcript is expressed 

25 from the DCA vector. Although it is not possible to 

quantitate accurately the amount of transcripts 
produced in AAX and DCA infected cells from this and 
other experiments, it appears that (1) DCA infected 
cells express 10-20 fold higher levels of ADA specific 

30 transcripts and corresponding gene product (see also 

Figure 8) ; and (2) it confirms the prediction of the 
experiment illustrated in Figure 7C that the transfer 
of the ADA minigene to the 5' LTR will suppress the 
synthesis of LTR driven transcripts. 
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Appearance of hxman ADA activity in NIH 3T3 cells In- 
fected witli DCA and AAX ■vi-ma 

In order to show that infection of cells with the dca 
5 virus leads to the synthesis of a biologically active 

gene product, infected cells have been analyzed for the 
presence of ADA enzymatic activity corresponding to the ^„ 
human isozyme. To do this, cell extracts were subject- 
ed to electrophoresis in a cellogel matrix under condi- 

■•O tions which separate the endogenous mouse ADA enzyme 

from the human isozyme. Subsequently the cellogel was 
"stained" for the presence of ADA activity, Figxires 8 
and 13 show that both DCA and AXX infected cells, but 
not uninfected cells, express the human ADA isozyme in 

IS addition to the mouse enzyme, and that DCA infected 

cells contain higher .levels of human ADA enzymatic 
activity (compare band intensity of hitman ADA in DCA 
and AAX lanes relative to the mouse ADA bands. Figures 
8 and 13 ) . 

20 

It was observed that the ADA transcript is poorly 
expressed in several human lymphoid cell lines 
transduced with the AAX vector such as HUT 78 and Raji 
(Yu and Gilboa, unpiiblished resuits) . Therefore, it 

25 was of considerable interest to see whether a DC vector 

design will be more useful in expressing the ADA gene 
in those cell lines:. As shown in Figure 12, in AAX 
infected HUT 78 and Raji cells, the internal ADA 
promoter driven transcripts are barely detectable. On 

30 the other hand, substantially higher levels of ADA 

transcripts are present in cells harboring the DCA 
vector, providing additional evidence for the potential 
utility of this type of vector design. 
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Experimental Discussion 

Double copy or DC retroviral vectors were designed in 
response to the problems which are encountered in 
expressing retrovirally carried genes. The uniqu 
feature of DC vectors is that the foreign gene is 
inserted within the U3 region of the 3' LTR of the 
vector resulting in the duplication of the gene and its 
transposition to the 5' LTR, outside the retroviral^ 
transcriptional unit. The utility, of the DC vector 
design was tested using a 2.1 kb long ADA minigene 
which was inserted into the 3' LTR of the Neo 
containing . retroviral vector N2- DNA analysis has 
shown that the 2.7 kb long chimeric LTR was faithfully 
duplicated in the infected cell (Figures 6 and 11) . 
Several studies . have described the insertion of shoirt 
DNA sequences into the 3' LTR of retroviruses, which 
did not adversely affect viral functions (12, 16, 26). 
What restrictions may exist on the insertion of foreign 
sequences in the U3 region of the retroviral LTR? In 
the course of retroviiral replication, duplication of 
the LTR and its transposition to the 5' end involves an 
actinomycin D sensitive step in which the reverse 
transcriptase uses doxible stranded DNA as template to 
generate a second copy of LTR (19) . There is no 
25 evidence to suggest that this step will be 

significantly affected by the insertion of additional 
sequences into the LTR. It is tempting to speculate 
that, with probable exceptions, insertion of foreign 
sequences into the LTR will be tolerated, provided it 
30 does not affect essential viral functions. If so, the 

limitations on composition and lengths of sequence 
inserted into the LTR will be the 3ame limitations 
encountered when foreign genes are inserted into 
retroviral vectors, the main limitation being the 
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packaging ability of the corresponding RNA into 
virions ^ and a second possible limitation may be the 
stability of proviruses containing long direct repeats 
(27) . For example, the M-MuLV derived DC vector used 
in this study should accommodate over 6 kb of foreign 
sequence in the LTR, 

the main prediction in the design of DC vectors was 
that the transposition of the gene to the 5' LTR^ 
outside the retroviral transcriptional xinit, will 
enhance its expression. The experiments summarized in 
Figures 1 , 12 and 13 show that expression of the ADA 
gene from a DC vector is significantly enhanced in the 
three cell 'lines tested^ MIH 3T3, HUT 78 and Raji. 
This, and the reduction in I.TR initiated transcripts 
(Figure 7B) , is consistent with previous observations 
that upstream promoters exert an inhibitory' effect on 
promoters placed downstream (5^ 11, 28), and may 
explain some of the problems encountered in expressing 
retrovirally carried genes from internal promoters (29, 
20 3 0), 

Xn previous studies a procaryotic t-RNA gene was 
inserted into the 3 ' LTR of a replication competent 
murine retrovirus, K-MuI*V (12, 16), In this case, the 
t-RNA gene was expressed in bacteria and was used as a 
selectable marker during molecular cloning in bacteria • 
Since it did not use its procaryotic origin, it was not 
intended to function in eucaryotic cells. The study 
described herein is the first instance where a DNA 
sequence is inserted into the 3' LTR of a retroviral 
derived vector, and it is expressed in a eucaryotic 
cell. Only in eucaryotic cells, and not in bacteria, 
the unique advantages of inserting genes into the 3' 
LTR of retrovirus or retroviral derived vectors, is 
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being realized. 

Efficiency of gene transfer, the fraction of cells 
transduced with a retroviral vector, is a function of 
virus titer. Although the important issue of virus 
5 titers has not been fully addressed in these studies, 

virus titers generated from the DCA vector (0.2 - 0,8 x 

5 

10 cfu/ul) were only slightly lower than virus titers 
generated from the AAX vector (1-2 x 10^ cfu/ul), and' 
significantly higher than the titer of virus generated 
10 from SIN vectors carrying the ADA gene (0.5 - 2 x 10^ 

cfu/ul, (Yu and Gilboa, unpublished results). Both DCA 
and AAX vectors are based on the high titer N2 
retroviral vector (1) • 

15 The retroviral vector N2, which also encodes a Neo gene 

(1) represents an example of a retroviral vector which 
can be used to construct a DC vector- Other vectors, 
containing additional non-retroviral sequences present 
between the two LTRs (selectable and non-selectable 

20 • genes, cDNAs) can be also used. See Figure 9 for 

several examples and Temin, 1986 (18)). 

The specific DC vector described in this study, DCA, 
represents an example of several possible 

25 configurations of DC vectors that can be generated. 

cDNAs, minigenes as well as whole genes can be inserted 
in either transcriptional orientation, throughout the 
U3 region^ provided it does not interfere with viral 
functions. Moreover, the principle of SIN and DC 

30 vector design can be combined by removing the 

enhancer/promoter sequences from the chimeric 3' LTR. 
Each configuration ..may have unique advantages and 
limitations and may serve a particular purpose. (See 
Figure 10, for examples.) 
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In summary r the utility of DC vectors was demonstrated 
using the ADA minigene which was inserted into the 3' 
LTR of the M-MiiLV based N2 retroviral vector. The 
general usefulness of this vector design will be 
determined only from the cumulative experience of many 
who introduce and express genes in cells of interest. 
Based on the studies reported here and additional 
preliminary experience from the laboratory, (see Table 
1) it is hoped that DC vectors ultimately will improve 
the ability to express retrovirally transduced genes, 
and contribute to the solution of the problems 
encountered: in expressing the tramsduced gene in 
cultured cells and in particular when introduced into 
the. live animal. 



The general usefullness of this new type of retroviral 
vector is highlighted by recent experiments" summarized 
in Table I in which a wide variety of DNA inserts were 
introduced into the DC vector as described in this 
20 application. Although not always fully characterised 

as in the case with the ADA vector DCA,. the level of 
successv i.e. obtaining high titer virus and gene 
expression in target cell, is substantially higher as 
compared to our previous " experience . 
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Table I suBunarizes ' the use of DC vectors for gene 
transfer. 



TABIiE I 



5 



10 



Insert^ 


Virus titer^ 


Infect 


cells^ 






DNA 


RNA 


Protein 


TK-hiFN 


H 


ND 


ND 


+ 


TK-mlFN 


H 


ND 


ND 


+ 


TK-hIL-2 


H 


ND 


ND 


+ 


TK-tax(HTLV-I) 


H 


+ 


+ 


NH 


SV-DHFR 


M/R 


+ 


+ 


+ 


SV-DHFR-polyA 
^ 


ND 


ND 


ND 




ADA-polyA 
< 


ND 


ND 


ND 


+ 


T7-HIV cap 


H 


+ 




NA 


Chimeric t-RNA 


(3X) H 


+ 




NA . 



Legends of Table I 

A. TK - Herves virus simplex thymidine kinase gene 
promoter and, SV-early SV40 promoter fused to cDNA: 
hlFN - human gamma interferon, mIFN mouse gamma 
interferon, hIL-2 -human inter leukin, tax (HTLV-I) tax 
gene of htanan T-cell leukemia virus I ; DHFR mouse 
dihydrofolate reductase. T7-HIVcap-Bacteriophage T7 
promoter fused to a region of the HIV genome in an 
antisense orientation, chimeric t-RNA (3x) - three 
chimeric t-RNA genes. All above constructs were 
inserted into the N2 base DC vector as described for 
DCA, in a transcriptional orientation parallel to that 
of the retrovial transcriptional unit. SV-DHFR-poly A- 
contains a poly A signal and inserted into the DC 
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vector in an opposite orientation as indicated by the 
arrow. . ADA-poly A consists of the ADA minigene 
described in the DCA vector and a polyadenylation 
signal, also in an opposite orientation. 

B. Virus titer is an important feature of retroviral 
vector in many cases constituting the limiting factor 
in their usefulness. H-High titer (10^-10^ cfu/ul) ; M- ..-^ 
Medium titer (lo^^io^ cfu/um) . For comparison the 
titer of N2 vector is about Z x 10^ cfu/ul; AAX • 5 x 
10 cfu/ul, DCA-8 X Lo"^ cfu/ul and SIN derived vector - 
1Q:^ " 10^ cfu/ml, 

C. Main feature, in the characterization of DC based 
vector in the target cells. DNA - The structure of 
provirus- to show that duplication has occur ed. rna - 
Expression of corresponding RNA protein. Protein - 
Expression of the gene product (when insert codes for a 
protein) . Human and mouse gamma interferon and hIL-1 
were measured by a bioassay and DHFR was measure by the 
appearance of MTX resistant cells. 

ND - not done. 

NA - not applicable. 
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Wiat. is claimed ids 

1. A retroviral vector for introducing into a 
eucaryotic cell DNA encoding a transcription unit 
which comprises a first DNA sequence which is the 
reverse transcript of at least a portion of a 
retrovirus, said portion including both the 5' 
LTR sequence and the 3' LTR sequence of the 
retrovirus, and a second DNA sequence encoding 
the transcription unit which is inserted into the 
U3 region of the 3' LTR sequence, 

2. A retroviral vector of claim 1, wherein the first 
DNA sequence is the reverse transcript of the 
entire retrovirus. 

3. A retroviral vector of claim 1, wherein the first 
DNA sequence is a reverse transcript of a portion 
of the retrovirus, said portion including both 
the 5' LTR sequence and the 3' LTR sequence of 
the retrovirus. 

4. A retroviral vector of claim 1, wherein the 
retrovirus is mouse Moloney leukemia virus (M- 
MULV) • 

5. A retroviral vector of claim 1, wherein the first 
- DNA sequence is the retroviral vector N2. 

6. A retroviral vector of claim 1, wherein the sec- 
ond DNA sequence encoding the transcription 
;init encodes the human ADA minigene, 

7. A retroviral vector of claim 1, wherein the sec- 
ond DNA sequence encoding the transcription unit 
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encodes a binding sequence corresponding to a 
eucaryotic promoter from the group consisting of 
polymerase I, polymerase II, smd polymerase III. 

8. A retroviral vector of claim 1, wherein the 
second DNA aecpience encoding the transcription 
unit encodes a binding sequence corresponding to 
a procaryotic promoter. 

9. A retroviral vector of claim 8, wherein the 
procaryotic promoter is T7 polymerase • 

10. A retroviral vector of claim 1, wherein the 
second DNA sequence encoding the transcription 
unit encodes an RNA molecule - 

11. A retroviral vector of claim 10, wherein the RNA 
is an antisense RNA molecule. 

12. A retroviral vector of claim 10, wherein the RNA 
encodes a recognition sequence for a DNA or RNA 
binding protein. 

13. A retroviral vector of claim 10, wherein the RNA 
is a mRNA molecule. 



14. A retroviral vector of claim 1, wherein the 
second DNA sequence encoding the transcription 
unit . encodes a selectable or identifiable 
phenotypic trait. 

30 

15. A retroviral vector of claim 14, wherein the 
selectable or- identifiable phenotypic trait is 
resistance to neomycin. 

35 
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A retroviral vector of claim 1^ wherein the 
second DNA sequence encoding the transcription 
xmit encodes a non-selectable gene. 

A retroviral vector of claim 1, wherein the 
second DNA sequence encoding the transcription 
unit encodes a polypeptide. 

A retroviral vector of claim 17^ wherein the 
polypeptide is a mammalian polypeptide. 

A retroviral vector of claim 18, wherein the mam- 
malian polypeptide is a hemoglobin protein. 

A retroviral vector of claim 1, wherein the 
second DNA sequence encoding a transcription unit 
is inserted into the U3 region of the 3' LTR 
sequence. 

A retroviral vector of claim 1, wherein the 
second DNA sequence encoding a transcription unit 
is inserted into the U3 region of the 3' LTR 
secpience upstream of. the enhancer and promoter 
sequences. ' 

A retroviral vector of claim 1, wherein the 
second DNA sequence encoding a transcription 
unit is inserted at the U3 region of the 3'' LTR 
sequence downstream of the enhancer sequence. 

A retroviral vector of claim 1, wherein the 
second DNA sequence encoding a transcription unit 
is inserted into the U3 tegion of the 3' LTR 
sequence downstream of the promoter sequence. 
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A retroviral vector of claim 1, wherein the en- 
hancer sequences of the U3 region of the 3' ltR 
have been deleted or modified. 

A retroviral vector of claim l, wherein the 
promoter sequences of the U3 region of the 3' LTR 
have been deleted or modified. 

A retroviral vector of claim 1, wherein the 
enahancer and promoter sequences of the U3 region 
of the 3' LTR have been deleted or modified. 

A retroviral vector of claim 1 which further 
comprises a non-retroviral DNA sequence inserted 
between, the 3' and 5' LTR of the retroviral 
vector, 

A retroviral vector of claim 27, wherein the non- 
retroviral DNA sequence encodes a selectable or 
identifiable phenotypic trait. 

A retroviral vector of claim 28,- wherein the 
selectable or identifiable phenotypic trait is 
resistance to neomycin. 

A retroviral vector of claim 27 wherein the non- 
retroviral DNA sequence comprises a non- 
selectable gene. 

A method of producing a virion useful for intro- 
ducing into a eucaryotic cell DNA encoding a 
transcription unit comprising trans feet ing the 
retroviral vector of claim 1 into a suitable 
packaging cell line under conditions such that, 
the virion is formed within, and excreted by. 
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the packag-ing^ cell line. 

.32. A virion produced by the method of claim 31, 

33 • A method of introducing into a eucaryotic cell a 
5 DNA encoding a transcription unit which comprises 

infecting the cell with a virion of claim 32 
under conditions such that the DNA encoding the 
transcription iinit is incorporated into the 
chromosomal DNA of the eucaryotic cell. 

to 

34. A method of claim 33, wherein the eucaryotic cell 
is a mammalian cell. 

35. A method of claim 34^ wherein the mammalian cell 
t5 is a hemopoietic stem cell. 



20 



25 



'5* 

3© 



35 



wo 89/11539 



PCr/US89/02138 



1|19 



M-MOLV 



LTR 



B OOLZ 



LTR 



PBR322 



INSERT 

TRANSECTION 



WW- 



lENCAPSlDATICN 

I SECRETION TO MEDIUM 



E COLI 



PACKAGING 
CELL LIHB 



VIRICN 



^ 



INFECTION 



MEDIUM 



^ REVERSE TRANSCRIPTION 



INTBGS^TION 



TARGET CELL 



FIGURE 1 



wo 89/1 1539 



PCr/US89/02138 



2|19 



VECTORS WITH INTEBNAL PfK»OTERS 



5sp AUG GAG 



M-MOLV 5' END 



!? G A G 



LTR 



VIF 



1 SELECTABLE GENE 



N 2 



/ 

3 sp 



I 



« 



FIGURE 2A 



wo 89/11539 



3/19 



PCr/US89/02138 



< 03 



CO 
05 



u 



H 

CO 
CO 



a 

D 



O 

04 



g 



a" 

rn 




V 
\ 
\ 
\ 
I 
t 
% 

s 



OC CA 

o o 

b4 fa 

< < 

S X 



4 4^ 



CQ 
<M 

b3 
CkS 
D 

M 

&4 



/ 



I 




wo 89/11539 



4/19 



PCT/US89/02138 




wo 89/11539 



PCT/US89/02138 




FIGURE 3 



wo 89/11539 



PCr/US89/02138 



6|19 




R£COHBIHA]C3T 
DNA 



VIRAL RNA 



TARGET CELL 



*^ Iti 



FIGURE 4 



wo 89/11539 



PCr/US89/02138 



7 1 19 




N2 



SAX 

AAX 

ADA mHNA 

VIRICN RNA 
NEO mRNA 



FIGURE 5 A 



wo 89/11539 



PCT/US89/02138 



6|19 



RECOMBINANT DNA Mm I KPp } HBBB N2 



lADA I ADA i DCA 
BAM HI 

ADA UiBUlA 

* YXRIOM RNA 
^ » NBO floRNA 

1 



N2 



Iada t ada"~1 [Ida I ada^ dca 

BftWHI BAM" HI 
ADA m RNA ^ ^DA tnRNA 

NBO mRNA 



FIGURE 5 B 



wo 89/1 1539 



PCT/US89/02138 



9|19 



09 



€0 
■ 



C9 

E 



O &9 






I I I I I I < > 



— B,2 kb 

— 4.4 kb 



- 3.7 kb 



FIGURE 6 



wo 89/1 1S39 PCr/US89/02138 

10/19 




FIGURE 7 A 



wo 89/11539 



PCT/US89/02138 



11 19 





00 

^ T- 1- 

I I • 

< < X 

o o < 

o o < 




FIGURE 7 B 



U3 



00 

^ ir- t- 

< < X 

o o < 

o o < 



wo 89/11539 



PCr/US89/02138 



12 1 19 




FIGURE 7 C 



wo 89/11539 



PCr/US89/02138 



13 1 19 

= i 

oa CO 

3 CD 





PIGDRE 8 

SUBSTSTUTE SHEET 



wo 89/11539 



PCr/US89/02138 



14/19 



SELECXABl^E 
GENE 




H2 



mo POREIGH DNA 
BBTHBBN TBB 



VXRAJ. SBQUBHCBS LTRS 




AOOXYIOH OP 
ANOTBBR TRAHSDUCXBLB 
GBSSB: A GO»BXHATXOH 
BBT^BBR VXP AHD DC 
VECTOR 



GBHB 




GBHB \Z ADDITIOH OP A 

TRAiaSDOCXBLE GBMB 



PXGORE 9 



WXTHOUT A SELECTXON 
SYSTEM 



wo 89/11539 



PCr/US89/02138 



15/19 



GEMS 




03 



ERMA 



UPSTREAM TO TBB 
BNHAKCSR 



OR 



U3 



E 



O 5 



DOHNSTREAH TO THE 
ENBAMCER OR TBE 
PROMOTER 



OR 




DELESBIOM 



E 



US 



DELETION IN THE 
03 RBGIOH 



FIGURE 10 



wo 89/11539 



PCr/US89/02138 



16/19 




wo 89/11539 



PCT/US89/02138 



17 1 19 

Jr 



1 2 3 4 5 6 7 8 




V-75. 

FIGUEUS 11 B 



SUBSTITUTE SHEET 



wo 89/11539 



PCr/US89/02138 



18 19 



HUT78 RAJI 



B 



< 



o < 








GAPDH 



PIGDRB 12 

SUBSTITUTE SHEET 




FZGURE 13 



INTERNATIONAL SEARCH REPORT 

Intfirnanonal Aooi'catton No. PCT/US 8 9 / 0 2 1 3 8 



I. CLASSIFtCATION OF SUBJECT MATTER f.l s>f/eral ctassiOcr on symciots oool/. .rn.r^te ail) « 



-^^^2^T>?^'' Iniernahonal Patent Classificaiion (IPC) or to oom Nat.onal CUssirtcanon and (PC 

IPC(4): C12P 21/00, C12N 15/00, 7/00 



tl FIELDS SEARCHED 



Minimum Oocumeoiatton Searched ^ 



ClassiAcation System 



u.s, 



Classification Symbols 



435: 68, 172.1, 172.3, 235 



OocumentBtion Searched other than Minimum Documentation 
to the Extent that such Documents are Included in the FEetda Searched * 



Chemical abstracts DataBAse (1967-1989) Keywords; 
repeat/insert?/gene/express?/clone? 



long terminal 



III. DOCUMENTS CONSIOCREO TO BE RELEVANT « 



Category • 



Citation of Doeumant, " with indication, where appropnate. of ihe relevant passages 12 



Relevant to Claim No. 



X 

Y 



Science, volume 228, Issued April 1985, 
Lobel, L-I., "Construction and Recovery 
of Viable Retroviral Genomes Carrying a 
Bacterial Suppressor Transfer RNA gene*' 
p 329-J32. See Fig 1, p 331/ abstract. 



1-4, 
lu, 

12,14, 
20,23, 
31-J4 



3,6, 

7,9, 

11,13, 

15-19, 

24-3Q, 

35 



* Special categories of etted documents: t° 

"A" document defining the general state of the art which is not 
considered to ba of particular relevance 

"E" earlier document but published on or after the mternational 
filing date 

"L" document which may throw doubts on priority ctaim(s) or 
which Is cited to establish the publication date of another 
citation or other special reason (as specified) 

"O" document referring to an oral disclosure, use. exhibition or 
other means 

"P" document published prior to the international filing date but 
later than the prionty date claimed 



"T'* later document published after the international filing data 
or priority date and not in confitcc with the application but 
cited to understand the principle or theory underlying the 
invention 

"X" document of particular relevance: the claimed invention 
cannot be considered novel or cannot be considered to 
Involve an inventive step 

"Y" document of particular relevance: the claimed invention 
cannot be considered to involve an inventive step when the 
document is combined with one or more other such docu* 
ments. such combination being obvious to a person skilled 
in tue art. 

document member of the same patent family 



IV. CERTIFICATION 



Oate of the Actual Completion of the International Search 

7 AucTUSt 1989 



j Date of Mailing of this InternatimiaJLSearch Report 



I 



iiling ot this Intert 

OlSEP 



International Searching Authonty 



THA /TTS 



Signature of Authorized Officer 



FormPCTTlSAaiO {aaDond shMC) {Rm.11 -a?) 



International Application No. 



PCT/US89/ 02138 



FURTHER INPaCtMATION CONTINUED rROM THE SECOND- SHEET 



X 

y 



Proc. Uatl. Acad, Sci. USA Volume 82, 
Issued February 1985 Reik, 
"Replicafc ion-competent .JSioloney murine 
leuKemia virus carrying a bacterial 
suppressor tRNA genej selective 
cloning of proviral and flanking host 
sequences ." p 1141-1145. See Pig 1, 
abstract, p 1142 c xg j. , 



1-4, 
8, 

10,12, 
14, 

20-23, 
31-34 



5,6, 

7,9, 

11,13, 

15-19, 

24-30, 

35 



V-O OBSERVATIONS WHERE CERTAIN CUtlMSWERE FOUND UNSEARCHABLE' 

This intemaHonat search report has not been establisheif 'la respect of certain elafms onder Article 17(2) (a) for the following reasons: 
l-D Claftir numbers because they relate fo subtect matter <3 not requlretf to be searched by this Authority, namely: 



Z-O Claim numbers ^ because they relate to parts ol the International application Chat do not comply with the prescribed require- 
ments to such an extent that no meaningful InternaUonal sparch can be carried out specifically: 



3. D Ctaim numbers , because dwy are dependent dafms not drafted In accardance with the second and ifitrd sentences of 

PCrRuree.4(a). 

VI.Q OBSERVATIONS WHERE UN ITY OF INVENTION IS LACKING » 

This International Searchins Authority found multlpla invenOons In this International application as follows: 



1.Q As allraqulredaddiBonal search fees were Hmely paid by theapplfcant. this tnlemallonal search report covers all searchable claims 
ofthe International application. 

2.0 As only some ofthe required additional search fees were Omel» paid by the applicant, this InternaUonal search report covers only 
those claims of the international appKcaUon for vrhlch fees were paid, specifically claims : 

3.n No required additional search fees were timely paid by the applicant Consequently, this International search report Is reslrfrted to 
the Invention first mentioned In the claims; It Is covered by claim numbers: 



ftvlf"wSeM''ofti^"aY«B!fn^l^^^ effort Justifying an additional fee, the InternaUonal SeacchinB Authority did , 

Remark on Protest 
Q The addltronal search fees were accompanfetf by applicant's protest. 
□ Ma protest accompanied the payment of addlUonal search fees. 



FcrmPCrylSAQIO (Ufpfvnamal sheel ^ jHav. 11-87) 



